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5 . *^8Wt±x.KLF53tfe^F©»3a^ttlft!irSRNAK:Bi-r*o 
MM 

9)]/v^MHWr (Kruppel-like factor JilT r KLFi;BS"t") 7 C^fe 
$|fc©^>^ • :7^f>#— (zinc finger) 7§Mi:t5s i¥Bf©7 7^ 

10 'J— "C&tK KLFU KLF2 X KLF3, KLF4 S KLF5 N KLF6 N KLF7 N KLF8 S KLF9^ KLF10, 
KLF1U KLF12 S KLF13, KLF14, KLF15, KLF16^#*0£>;ft,T^3 o Pi¥L«fc^3V^Ts 

^^© ^ &®^0©^BJ^t:*^^S!i^J^mfebTV^§Clfc*s^^tlTV^S (J. 
15 Biol. Cnem., 276, 34355-34358, 2001; Genome Biol., 4, 206, 2003) 0 

KLF7y* y—©at»©KLF5i± N BTEB2 (basic transcriptional element binding 
protein 2) fe^WilKLF (intestinal-enriched Kruppel-like factor) h&cfcfcf 
*l3o Jfo^¥mfc:fcfrSKLF5©f)§3|y: N |g£^T*#Jffl£gttT:fc Dx J^jm©Jfe 

31##.£>ti,& (Circulation, 102, 2528-2534, 2000) 0 
l&Mffi^bm^^^^l&Mff^^©^^^&^^©^^i4©jfliW^miS}is 

SM2. SMembfc^-5 3M^©^ ^-^>S^©T-f V7t- A#Sftt5# N B!RM^ 
<DMMm&£:m\ m&m&Xs* &Memb<Dmmmmifimtbt>tiZo KLF5&, SMembSt 
-fe^©^9J«^!ii:^U ^©fe^^rSttYb-T^ (^fF^4#^) . 

{c N jfii/jN^fi^ti^H^Aii (j^TPDGF-Ai:«fc^) N h 5>x? *—$>ymmm 
30 ^ (tgf) -/? N skn^mmm^ (vegf) y-fer^- s RftgjR£)$B&lt 

(iNOS) s y^x^s— V^T?^^— * — >r >tlf*- (PAI) -l^lflE^H^ 
Egr (early growth response) -l&if^ lfoW©7fcK^iMfr££K#-f 3?11S^P© 
&W*l%mh-t%>Zt&m^i*tiT^% (Nat. Med., 8, 856-863, 2002; Ann. N. 
Y. Acad. Sci., 947. 56-66, 2001) 0 
35 KLF5?tfe^©^Dy i y 2?t> b^^l^^Tx jC\Jfa^|j^©t!):®#J^ 

ZLh&m££tlT^% (Nat. Med., 8, 856-863, 2002) 0 

KLF5^fe^i^i5^M^fcPt>^^^T-^<s j£<itoJfb«3R© 
40 Sl^^fcMtoSte^H^^bx *©«tfe383gfc»»te^83Ba#£;foa&TSg 

1 



WO 2005/010185 



PCT/JP2004/011223 



t-&3o klf5^ mmmh^, >hm*m<Dihi&wm<Dmm&%w±m^<Dfamm£. 

— RNA^ (RNA interference. WTs RNAi£<fc.&) » N ^fc^T^fti: 

m^mm^m^ti^mm.h\,rm^ntz (Nature, 391, 8O6-811, 1998) 0 

RNAi&. #ALfc-«tRNA#;> 21~23^S©S^CDZl^RNA{C^^tLfe^ 

gewit^^eio^v^-^RNAh^bs mvm&}*%T2>mM%mm\-,wmT 

SVMl2|s:»AO^t> *) fc s 21~23m*©S^©-*ilRNA§#At-aci:fccfcoT 
&s ^?l^E^O^As^Il]^!i^n^^:h,^^ 1 V^^b^ ^.ti^short interfering RNA 
(siRNA)i:^-c5{t.fe (WO 01/75164) 0 siRNAcDlB^J^ffJjfrfe^h© kx x^^#& 

ftttomfirm^Zttfim^tlfc (WO 02/44321) 0 
l!f?Lm«T{^ ^-#$lRNA£#Abfc^s £^;i/Xl»«t££b}tfc^ 

■fr-vfefts 20~29J^S©siRNATfen«s Z(D&ol£Jx.Jfo&$5Z: £>T^ 
©^^W^J^-r^i^^T^S^Jl^mv^^tlfco ^^T-*)21-25^©^)© 

(Nature, 411, 494-498, 2001; Nat. Rev. Genet., 3, 737- 
747, 2002; Mol. Cell, 10, 549-561, 2002; Nat. Biotechnol., 20, 497-500, 
2002) o 

RNAiT-(±. —*mwkiz~-fcmT>j-Jz>xmkiztb^ mmfcttMT&mm 

fflffl^m&Mmmz-m^Zhftm£$tiT^Z> (Nature, 391, 806-811, 1998; Mol. 
Cell, 10, 549-561, 2002) 0 £fcs -#ilRNAT-&<U 7 V ?4 Xfc^ 

!5s ^T\Z>ffim.*.fcmt&— *mRNA* N siRNAh^fcRNAi^^-TCl k.tm&$ 
ilTW5 (Proc. Natl. Acad. Sci. USA, 99, 6047-6052, 2002) 0 

RNAi&in vitro©#.&£,-r\ in vivos^fcl^T < #ilE^tiT*5 bs 50bpJ^ 
T©siRNA£^fcJ36JE©tfr#)T*©$&lll (WO 02/132788) s ^T^^-e©^ (WO 
03/10180) #$8££;HT^&o siRNA<& T^^Bfc^M^^ bfe^fc N 

Ms Ms PJUs JJ : ^ : si© : S•fli#lT♦^m^P^mm* s ^it^;^tlTv^a (Nat. 

Genet. 32, 107-108, 2002) 0 ZZlZ, $j«fc:fc^T &siRNA£i£^&#T3 C £ 
T-#J§-r3;i£#fg££tlTl^o (Nat. Biotechnol., 20, 1006-1010, 2002) 

^fcRNAifcSILT&fg^W&^o 

RNAiis KLF5^js?©^3i£miJT3££lCcfc»3 N KLF5CD^S^^ UT©$|f6£R& 
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?-&t>%, *&m£&T(D (i) ~ (13) titSo 

5 • (1) KLF5 mRNA©^^t*^15~30^S©MB^J^J;tJ r MiB^J^^SliS*J^i3^!i : & , a^s 

(2) KLF5 mRNA#b h £ tz It T V X ©KLF5 mRNAT-fe3. ( 1) JdfBiB©RNA 0 

(3) RNA^s KLF5 mRNAoaUfc*- S15~30^S©iS^J©ti*5 .krfttKW 
iB^J©»^*^Zl^lRNAcD^tV^tl©m©3'^(3 l~6f@(D^^L/^-^ KSftiD 

10 bfcz:;fcilRNAT-&£K (1) £fcfc* (2) kifSfBORNAo 

(4) RNA# S KLF5 mRNA©^T£15~30mS©I3?!Jfr &&5RNA£ J;tf&IB3nii:*B 
»j&@B?!Jfr£>&3RNA£ N x^— tf— U rf* * 3'«tc:l~6 

fflo^^u^KSfd-inufcs ^Tt:>^§^-r^RNAT*fe^s (D &fct± 

(2) fcfB*8©RNAo . 

15 (5) J^TO(a)~(c)^^^^^^^n^KLF551fe^CD^^JPM-r^RNA 0 

(a) IB#j#-i§2~16c7n^nfr 1 oCDiB9!J©^«fc^iB^Ji:ffi«65^@B^J©^ 
~ #MA© ^ n^*l©il©3 ' S$ fc 2 ~4f@©>> U S^tti-fett^*-^*- 

( b ) la^JS-^ 2 ~16(DV^-rn^ 1 ^CDSB^IJ^ £> & SENAfc itTRBBM b*M#j&IB 

( c ). w&m-^ 2 ~utDv>-rti^ i ^(Dmmvmis&xFmsffl t^m^mmcom 

(6) (1) ~ (5) CDVl*tl^lJgfc:fB«CDRNA%^TS^^^-o 
25 (7) (1) ~ (5) CDV^*l/bU^{;:iS«©RNA£fc& (6) fclfBf&CD^ * — * 

(8) (1) ~ (5) ©V>m*»l«fc:fiB«©RNASfct± (6) fcfBtt©^**— & 
ifWczgAT 3 cttj; Mflgff <DKLF5 fc: «k t) lE^^^Sttfls^ ft* Stte^cDIB 

30 ( 9 ) KLF5fc«fc DlE^Mtt^^naae-^^Jfll/J^^JiSIH^A^at^Sfc 
t±¥«^^^-^>amSMembat^T*^S (8) tSB*©^^o 

(10) (1) - (5) ©l>^fr lJgfc:!B«©RNA3;fc& (6) fcfB»<ZV^*- 

(11) (1) - (5) ©^rft#lSfcfBtt©ITOAg;fcfci: (6) fclBtt©"***- 

35 fttaflj^kbT^&tSx jfli«w^*ia«-r*fc«>©Esseiariw&o 

(12) (1) - (5) CDV^•rtl^l^i{c:f3tt©RNASfe^* (6) fcfBtt©'***- 

UTMt^s i&Jfll««M« b < 

JUS*"*?** (12) CfBttCD^JSESI^fctt^B&ISIo 
40 *^BJ|CDRNAtJ: !9> KLF5^^«k^KLF5ld «fc btfcW&m&itgtlZMfc^OOm 
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1. KLF5*^©^^yp$)J-r^RNA 
^^©RNA&s KLF5 mRNA©^-r315~30j&Sx 1; b < &17~25J&gs £ *3 
b < &19~23^©iB?iJ (WTiB^JX^ir?)) :fc<fcimia?'J^Ml$&IB?[l (JM 

io bT&s (a) ia#jx©ii (-fe>^m) &&v<mffimm'<DM (T>^>^m.) & 

e»5&S-*^RNA©^ti^ti©II©3'fiifc l-6fS, i(e : ^b<i±2~4ii©^^l/^- 
9- h'^ftiDbfe— ^URNA (OTs C©£5&1f^©RNA£siRNAJ;J;.£) 
KLF5»fe^©3S^£#Pfjii|-r&RNA N (b) IMfr £&3RNA:fccfct>mfiaWfr 
SRNA&, 9--^-Uzf^^ v^-^- h'to^g, 3'^tl~6fH^ £?S;b<fci2 

15 ~4i@©^^P^ K^ftJPbfe> .^Ttr>^3t^ff^-r§RNA (UTs d©£5& 
RNA£shRNAh<fc.&) T'$>^T. KLF5^te^©#&l£Mt-£RNA#&W*kft3o 

e>©RNAt43v^T^tip•r^^^'^'^-^^*©^s^*^T->s t^-> s sxb^x 
;= >> ^ ->;i/©^-f tit? & J; < s £ fcRNAir & DNA-e % <fc vm$* £ u y ;i/|fe (u) * 

fctt^aMF-S/^y/l/tt (dT) *s»tbW g;*:*^— it— * U 3?* ^ Kfcfc 
20 6~12J^S©RNA>bs$fSb<s ^©5'$$i©ia?!J& 2fl©U^^ bV\, X^— it— 3" 
Urf^^l/^-^ K©0ii:bTx lWCMGAGA©iE^Jfr£&&RNA£fct:f ZZhtfi-Z^Z, 
X^— V— X V zi FlZk^T-oteOfitiZ 2o©RNA©ilI#»^rt>e>A $ 5'<Bfl 

ffi#IXfcfcs KLF5 mRNA©^-r^>15~30mS©lB^Js b < fc*17~25«yk J: t) 
25 $?^b<{il9~23MS©lB^JT-fetL^ ^-rfri©iE?!JT'& £TF© (1) 

IBttO^rS-elftSfb&lSJfiSOiB^J^a^SF* bV\» J^±©^^WT^RNAT*feo 
Ts KLF5*fe^©|g3g*ttJ«!l-rs*)©T?*n«s *^BJ©RNA^Stl^o 

#$gBJl©RNA& N ±IB©«5i©RNASKLF53»^?3&«5S3S bT V> 3*fflJJS£i9X LT 
KLF53tfc^©f83i£fciJ^U KLF5JS^?©|g^%ttl«!ir SRNA^SiR-rS £fc«fc£>Sfc 

30 

( i ) mmvmm- 

©^IB^J^Dmro 5tDitibfciB5!J©GC^«%th*U GC#fi#20~80%, 
* b < t±30%~70% N J; ££F£ b < «*40-60%©BB^J*1ft«cM^-r«o 

35 . mmts $f^b<(±s n-K«*rt©ia50T?N K>^e,75^sm±Tm© 

B»0*"j1^1-*o KLF5 cDNA©^SlB^J©ISfg{*s GenBank^©mSffi^j7=-^-<- 
Xfrt>n%Z.£tfi~£%Z>o Mz-l£s v^^KLF5 cDNA©iB5!lttGenBankSftS-§- 
NM_009769 (IB?!I«49) ^ t MCLF5 cDNA©SE^J&GenBankg^#-^AF287272 (IB8I 
#•^50) T% ^JtiMRtf&g>ft3. 
40 ®tRbfcia^J©5';fc$$©AA£^^ BB2RJ4»©T*UK:^^.fel9m^©iB5lJ^lB^IXi: 
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(2) #fPJ3©RNA<DiaS¥ 
(1) -ca^bfciB^IX*7cfc: N ^T©Jt5fcbTRNA_*BIS4f Siil^^So- 

5 fife©* ^ l^^- !*©«£■$ Isltilfc: bTWSi-r* £ So 
(a) siRNACD*!^ 

mmcDS'WK 2M©U^fe«dT^ftinbfciB^J^^^SRNA N :fc£^>"4S^iiS?!JX , © 
3 *SKtl 2 ffl©U£ fcfcfcdT&ftiD bfcBBJOfr & &SRNACD 2 *©RNA£f§ig-r 3 o C © 2 
^©RNAiis m^S^li-OthD^fciDIItt^o fl^l^&s DNA 
10 ^J^&ffllvtfr5£i:#T-£&o (Ambion) *t N 0apW^— 

tf**fc5fc£*fx W> (QIAGEN) t^^-A-l:ft?^Wt^i:^ 

'^b^^bfcsv^t:ffi«ag3&iB5y^tf 2*©rna*7 > -— y v^-r^cii:^ 

E^JX©^43"«ktJ^«iB^JX*©^&3&*-*tgRNA©*n*n©0©3 , *fc 
2fS©U^fc{±dT§ftSPbfc-^RNA^M-r§^h.^T*#^o — U >^{i, 
15 2*©RNA*3ft^^^y 7 7>— *T?90~95°CT? 1 ~5#Jn*M£ N 45~60^^(tT^ 
S T? ^SI-T 3 £ fc J; t) a d h #7? # * o 
>f>lfhD«K^fc: < kS RNACDiUMfcfcs WT© <fc -5 K b T ff 5 CI £ #T* # £ „ £ 1\ 
(i) T7 RNA^U^ — t?©7-D^— iB^J^^-r^DNA(T7^-r ^— k (ii) 
ffigm&W <DU%'S£.g.?L s *©5'^fc»2ffi©A£f*;&DU 3'«t:iiT7r^-f V— CD 
20 3'^g8^i:ffiM^^iB^I^#SPbfeia5lI^*-r^DNA^ (iii) IB&JX©U£Tfc:&iU 
^05'^fcli2i0A^DU 3 , Sgfc{iT77*^^T— ©S'SISSmS^li^JfeiB^J 
^JPbfclB^I^WrSDNAs &*Mtvm&T&o 

Wr^j^—h (ii)-©DNAi:£:Pr>- DNA^U ^ ^— SSlSfc'«fc t) N 
-^MDNAfcl-^o »6tlfc— 2MfiDNA*«ia2:bTv T7 RNA#U * ^~tf£fflv»fc 
25 >f >tf hoK^SJ©*^ 5£fcfcJ;tK !B5!IX©3'JBt:2ffl©Uijs^tinU 5'^^ii 
U - ^-iB^J^ft^P b fcffiBI MkZ&m? %>z£&-Z%Z>o H« fcT7 7"^ >f 
(iii) ©DNAi:*ffl^TllI«i©S^*fT"5cifct:«fcD N ^MiB^ljX , ©3 , ^fc 
2 ii©U#ft1)P U 5 'iBfctt U -y-i2^J*sftiP bfeiB^!J^^-r SRNAS^-T 3 £ 

30 2 ~D<DKJfom*mi£T^ ^f&fc'f >tThDte^S^iSllt*ckfc < tDx Sl^fc 
ffiMWftiB5a*^tp2*©RNAS7 , =— ;i/^-fr*o ^©^s T^^y^^T— 
■Ki3 J; tf—*&RNAftS$J& 0 ft* >7 U T — ~M. JC d; D s ^M© - ^iSDNA*5 £ t>*=&RNA 
fi|©5'fly© U-y-iH^i*^bTl^*-rSo #RNA|*©3'«© 2ffl©Ut±##&§ 
lt1"fcftiPbfc^*«ia 0 

35 eU:©fiU6H: N "iM siRNAf^^rw h (Silencer • siRNA Construction 

Kit, 7>lf3i->ttaS) ^©^^ h£fflVvtfr"5£i:#-C££o T77°7^ 7-i:7- 
-;i/<§r-&*DNAfcfc N DNA^r^^^D^^r^dil/bST-t^o £fc 7" 

©* - fcfl3^fi8*ttjR-r 3 £ i: T* t § «, 
40 (b) shRNA©i§-£ 
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5 shRNA#-£-Efc£ft3o £CDshRNA&s iSMftT-siRNAfc^l&^ftSo ^^^-^iAl 
. T«F«3T-i^££-£fc^& s shRNACD#M^ (3) {31318 b&ijfflflS'M^A©^ 

(3) KLF5«fc^©$£gi#P$!| 
10 KLF53tfe^^^-rS««fc (2) T'iiMbfesiRNASfe(*shRNA^#A "T&o 
(1) ©13m©i&if-©&*:£bfcKLF5 cDNA£[!3blfr^m©»£ffllv 

mzm&rzmmm, mz&^txmBmm&mtimcmnonft (atcc#-^ : ccl- 
226) s thm^famft&mmm*&tf%zhtfii?%&o rna©z$a&s mmmm^ 

15 Oh7>^7x^i/ 3 >MIs m!^'j7i^h (Polyfect) ^>^7i^ 
S/a>8M (^T^^tt^) s h^>*^ y — (TransMessenger) 

^731^^3 >|S^ sj-yrf^a:^ >X01igofectamine) MM (-f>tf hn 
3>x>#(H)\ U^7ni^hT^> (Lipofectamine) 2000 (>f > If b n t> >*± 

.20 mir&Z.£lz& b'if?Z.£&X»%Z>o 

#IBIia©RNASfcfcfc2 ." ^M-rSsiRNA^a^^^— *#AUfc«BIJ!a©KLF5*fe 
^©SBStts RT-PCR{C<fcbfl?*rr;5Clfc#T*t3o RNA£fc&siRNASg|i^^ — £ 
# A b feWitflXb^^o fcJfflflSfr £> &RNA&m& U £ ©RNAfr £ cDNA£-£ 
EfcT&o ^b^cDNA^^M^ bTs KLF5»^fc*ft£W&:77'f SfflVNfcPCR 

25 &frV\ KLF5 cDNAfc&3feir&ifi|M^©fi£s ^#n-*y;^*j?U3c»fc<fco"rjg 
*-r*£i:fc«fctK KLF5»e^©$B3£**^rr£;ifc#Tfgao RNASfettsiRNA 
l8^^^-*#Xb*^ofc|fflJ!a<Z)KLF5»fe^©^«fcj±;«!bTx KLF53H5^P 
©^S^M^bfcttfcl^AbfeRNA^s KLF5^fe^©^^«I$ijrSRNAi: bT 

30 C©<fc-5fcbTMiR£*lfcs KLF5?tfe^cD^m^»J-rSRNAi:bT(*s ia^J#-# 

2~ii©^i*n^io©iB^j©^«t^iB^j^^e5*ia^j©^^^sii^ 

RNA©^tl^tt©^©3'S^fc: 2#CD>> U ^;i/M£tt;bP bfcn^jgRNASfefcfS d hit 
IffiliT^X cDNA©IB^J£^^TaSih£*lfcfc©T-& tK vi>XKLF5 

&u=?-<Df&m*iNifflirZo ^©a-fes ib^j##4, 8*3«kt>*io©@B3m{± j eti j en^ 

35 h(D^n^n©KLF5 mRNAT-^M1-£I3^JT*&£©-e s IB*Wf4^ 8*5cfc 

. 10©V^*ifr 1 o©iB^J©«a*«ttJ e Kffi^Jfc*BttW*iB^J©^&3&Sz:*«m 
©^n^tl©^©3'iSfc 2ffl©£ U ^;i/^^^iDbfe-^i|RNA{±, x"^^KLF5?t-|E 
^tfffrTffc < t hKLF5Jtfe^©|g^<fe«i^J-rSo 

(1) ©iB5!IX©i9!Sh©*i:fcbfcfe*lb^aA©KLF5 cDNAfc N ^&£lbttiIBCD 
40 KLF5 cDNAfcffi^jOfflHtefcS^TT^-f ;*> htSCii'fc: £ tK S&tJiSiAT*31^ 
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5 mZ.lt, v^XKLF5 cDNA©iB^JfcSt3<iH^J#-^-2s 3 S 7 S 9 :fc<fct>*ll©^-r 

i ^(Dmmmn&&ummp]tmffim&mp}(Dmfrt>te% -wirna©^^**, 

#P$JT£©T*s t h KLF5 cDNAt j3V^T^riir^1-^i^^J-efe^iB^J#■^■12-'16cDV^•r 
ftfr 1 o0lB^J©li*3cfct>miB^l t^^^iS^J©0^f>^§-*||RNACD^tl^n 
10 ©M©3'$Sifc: 2<I©£ U b;i/»§f*iDbfc— #«gRNAfck N t MLF53tte?©»3R*Jp 

2. KLP5»fe?©»a*tt«6!l"rSRNA*IBa"ra^^^— 

(1) 77^^ F^^ — 

I(LF5?t-fE^©^§Wr^RNA%^-r?>^^5. £ N 
15 fc*£#rt©«B)ISfc&Ar S^hfccfc «rtT^RNA#jg££ti N #Xbfe,«7r 
©KLF53t^©^^«l^|-rSili:^T*$So m^Pf— {is U6:TP^-*— 

v>t±Hirn ^e— * — ^rna4< y ^ ^ — fe*n i© r d ^e— * — x 
? ^cosmmMm^^—coyn^— *— cdtwz-s i. T-?tjR£*ifc 

lE^JX:fc£t>*^©^ffiIB?lIX' (^ft^ttUfcfcTfc&ife-rS) £s 2ffi©T^5'«fcW"r 
20 5^^- 9— I2?!lT*o&^ 3'^fcRNA^y Kill* — ^ * — £&&4~6 

M©Tfr£&£IB#j£^tfDNA (OTs KLF5 siRNAJEDNAh £.&) 
u^f^o y— IB^bT&s 2ffl©T$5'*»t:Wra 6~12m*©13^J 

S b < n 09 ^ "H N TTCAAGAGA& & If £ d tfiH £ § 0 I2#jX *gffiIB?llX' ©ill)? 
iis £*>£>#5'{liJ-£fcJ:^ 0 smhmmm*? * — hhTte, pSilencer 1.0-U6 (T 
25 >tf;*>*tM) x pSilencer 3.0 > tf;t >&©{) » pSUPER HtV3^>*J> 
(OligoEngine) *±iS0 » pSIREN-DNR CB x>^X • *D>^y* (BD 
Biosciences Clontech) *±SO ^£&kf „ 

±I3©KLF5 siRNAfl§DNA£#A ttfti b fc&S&x.^* *-£zgA bfcttT*fci\ 
U67°D ; E-*--^e>©RNA^yps^— fe'IIIS/J&fccfc !9s 1. (1) fcfBttbfcshRNA 

>>A& (#H¥2-227075) s y^7^*^> 3 >^ (Proc. Natl. Acad. Sci. USA, 
84. 7413-7417, 1987) *glZ& +>'ko Z. bttT:%Z> 0 

(2) «>-r;i/^^** — 

35 siRNAfB^** — tVX, 1/ hD>)>f;i/X^^-^l/>f ^-fM^^- 

Its pSUPER. retro >J ^x>$;>tl) s pSIREN-RetroQ (BD;HWx> 
• ^nv^y^ftHO s (Proc. Natl'. Acad. Sci USA, 100. 1844-1848, 
40 2003; Nat. Genet., 33. 401-406, 2003) fcfBSB©^* * — ft^S&ff £ CI 
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iStis 1. (1) £!3*&b;fcshRNA#-££££tu c:©shRNA#ifiB&rt^D$T£g(*T' 

io 3. i&?mfc^(DmM*nfflT%wA(Dmm%k 

m^ftlf £RNAfcJ;!K KLF5«fc^©Sgm#»J£;Jx£^JII. KLF5fcck 
I4<fb £ *i £ Mfcl-<D§m &yafflTZ>z.h&'e%z>o KLF5 £ £ D fe^ ^tStt'fb £ ti & 
15 itfc^ilbT&s SMemtk PDGF-A, TGF-/? N VEGF'J-ter*-. PAI-1 S Egr-l^©jH£ 

( 2 ) KLF5©^f|CD Wf 

KLF53»fe^cZ)^*#PM-r^RNA^ N «^©if«;:{1U3£-8\ ^©«©Jf$K©^ 

4 . ^BJ©RNA^fe{±^^^-^^^^ bT^r^g^l^^I 
^H^©KLF5»^©^^#MBiJ^ftl$iJ-r§RNA s £ tztt.Wmk*$mTZ>^>7 
25 ^-^^-T^C^fcJ: t)s KLF5&ck^ KLF5#!jg^£?gmb««fc^©#S^# 

^0J©RNA^fc^RNA^^m-r^^^^-^ ilp D D i:btffflt§S^ # 
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>£E3ilSgaj*fc^W*b«>Tfc<fcv>. ^blJtUtl^ 

#Js th7;i/^>wj^w, »ft^©m!3&<fr£<)£^T3fc&s 

15 iap©m#^a^0j 

Sgl® KLF53tfe : ?^rSWftaiRNAK:«fcSKLF53tte^©^ttlM*^-ro £>b>£>s 
lOObp^f— s siRHA*aHAU^36»ofcjffllias SEAP-siRNAs siRNA No. 2 N siRNA No. 
3s siRNA No. 4 S siRNA No. 5s siRNA No. 6<&^tL^etl^Abfe$ffl|ST©PCRl3 «fc £ 
s KLF5& S KLP5 mRNAE&3fc©i§i!@jg#ls 18S«s 18S rRNAfc3fe©Jiirai|&©{fc 
20 g^^-To 

i2i KLF5stfe- : ?^^^siRNA{c:«kSKLF5^'fe^©^m«l*iJ*^-ro 
lOObpT— s siRNAS#Ab3&iK»ofcjfflJiak SEAP-siRNAs siRNA No. 7s siRNA No. 
8s siRNA No. 9s siRNA No. 10 s siRNA No. 1U siRNA No. 4 S siRNA No. l*^tl 
j en#Xbfc«T*©PCRt:J:§S!|^T-s KLF5{±s KLF5 mRNA|±l*©i§i|@mtJs 18S» S 
25 18S rMk&m(DM^mW)(DtfLm*^~to 

m3m niP5*tew*w^8imfcj;*PDQF-Aa<^©iK[TOfla*5s-r« :&#&s 

lOObpv— £ — < siRNA£^Ab&frofciifflJ3Ss SEAP-siRNAs siRNA No. 7 N siRNA No. 
8s siRNA No. 9s siRNA No. 10 s siRNA No. 1U siRNA No. 4 S siRNA No. lg-^tl 

■ : en^AbfcmT©PCRfc«ks«ij^-es pdgf-a&s pdgf-a mk&Mcommmwo* 

30 18Stt\ 18S rRNA&^©^i|I0^©{&fi£^-f o 

H,F5*fe^«fSW^siRNAt:«kaSMembaife : ?©^3S«i«!l*5s-ro £fr£>s 
lOObp'v'— s siRNA£#Abftfrofc|fflfl£s SEAP-siRNAs siRNA No. 7 N siRNA No. 
8s siRNA No. 9 S siRNA No. 10 s siRNA No. 1U siRNA No. 4 S siRNA No. l^^fi 
^ft#Abfc«T*©PCRfc<fc&$JjitTs SMembiis SMemb mRNAE&3fe©i|i]>ggt>s 18S 

35 i±s i8s mk&$i(Dmmmv!}<DtfLm*m-ro 

KLF5«e : ?^M^^siRNA^iSRF3tfe^©^m^±«]$lJb^V^C:h$^•ro tE 
fr£s siRNA£#Ab&fr-ofcj|fflJ§Ss SEAP-siRNAs siRNA No. K siRNA No. 4 S 
siRNA No. 7s siRNA No. 9s siRNA No. 10£^ft^ft#Abfciffflli&-£©PCRfc: «fc 
^Ts SRFt± N SRFmRNAfc3fe©it(M$&k 18SBu 18S rRNAfi3fe©Jii|S0^©<4S*^ 
40 "To 
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mem sirnano. icist bKLFs^e^sgmMfc^To &ft*>^ ioobp^— 

siRNA£^Ab&frofc&Bfl&, SEAP-siRNA. *5«fct>*siRNA No. 4£^*i^ft^ 
Abfclfflfl&T-©PCRfc£3&ij^T% KLF& S KLF5 mMm^ommM^}, 18SJ± N 18S 

mmitm^tzmmwix, •^sirnano. i^iAifeia B^sEAP-siRNA^^x 

£580 siRNANo. iizx^wmm^m^-ro ffimtemm (Hlfc) ^ ^WiiM^ 
m (mm 3 ) -e, •&KLF5 siRNA No. 4£&#bfc x">XCD®5»#«s ■&SEAP-siRNA 

10 ££^bfc^:*©«#^£*Vro 

she £ ^ifi-r s tz 8xDm&<Dmm 
15 mnmi siMkK&zmmfc^ommnm 

( 1 ) siRNACDUM 

KLF5^fe^©S8gi£^$tfT'££siRNA©@a?>J£: bTs V t> ;*KLF5 . cDNACDlB^J 
(GenBank^#^ : NM_009769s I3?U#-#49) (a) AA-£&bl;&21^GD 

BS8U (b) GC^*#20~80%©2-^©^£^T«3;3s llM©^#I2?!J£3iiR 
20 bfeo fc£U (IB^J#^49©167~169#@©I5?!j) J;b75m^±T 

ifoZ) s 13— (IB^J#^167~1.507#g.©IB?lJ) l*)©I3?!J-£> GC^:B#40~60% 
©$©£&3^< M$iT & ct ? £ b fco jiiR b fcia^J©ra#^49 fc&l* £ IB3HJ© 
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mi 







GC^tt 


f^RbfeBNA(0iB5U 




siRNA 


AACATGAACGTCTTCCTCCCT 


537-556 


48% 
(10/21 ) 


CAUGAACGuniJucriirrpiiTT 


1 7 


No. 1 


AGGGAfiOA AHA PHTTT TP AT IfiTT 


1 Q 
lo 


AAATTTACCTGCCACTCTGCC 


. 1156-1176 


48% 
(10/21) 

\ X \J f U X ) 


AUUUACCUGCCAPiIPIIGPPTTIT 


1 Q 


No. 2 


ggp A n A pt innp a ppi t a a a t tt tt t 

uu WiUriu UlJtoUAuuU AAAU U U 


o<\ 


AAGGAGTAACCCGGATCTGGA 


1216-1236 


52% 
(11/2-1) 


GGAGUAAGPnGGAUPUGGATTTT 


91 
61 


No. 3 


TIPP APATTPPPPnTTTTA PTTPPTTTT 


00 

66 


AAAAGCTCACCTGAGGACTCA 


1303-1323 


48% 
(10/21) 


AAGPTTPAPPTTPAOPAPTTPATTTT 


9Q 


No. 4 


TTP A PT IPPT TP A HPT TP A HPT TT TT TT T 
U UAuU U UAuVzU uAuuU U U U 


0 A 
6<k 


AATCCCCAGACCGTCCATGCC 


151-171 


62% 
(1 V?1 ) 

\ 10/ 61 ) 


ITPPPPAPAPPPTTPPATTPPPITTT 


60 


No. 5 


p (in A T tpp a pppt tpt tp ppp pt tt t 

uuU AU uuAbuuU u U uuuuu U U 


oa 
26 


AACGCTGCGCCCACCCGCCTG 


1515-1535 


76% 
(1 fi/?1 ) 

\ ID/ 61 } 


PGPTIPPPPPPAPPPPPPTTPTTTT 


on 

6 \ 


No. 6 


p A ppppppttpppppp a ppptttt 


oo 


AAATGGAGAAGTATCTGACCC 


405-425 


43% 

\\Jf 61 J 


ATTPPAPA APTTATTPTTPAPPPTTTT 
A U UUrt uri/iu U A U v U uAUO O U U 


OQ 
6)5 


No. 7 


PPPTTPAPATIAPTTTTPTTPPATTTTTT 
uuuU UAuAU AU U U l> U LUAU U U 


3.0 


AAAGTATAGACGAGACAGTGC 


463-483 


43% 

v o/ iii / 


APTTATTAPAPPAPAPAPTTPPTTTT 
AU U/i UiiUA Vy uAuA WiVJ U llU U U 




No. 8 


PPAPTTPTTPTTPPTTPTTATTAPTTTTTT 
ubAOUuUoUOuUOUAUAUUUU 


0 o 
06 


AAACCAGACGGCAGTAATGGA 


874-894 


48% 
(10/21) 


APPAPAPPPPAPTIA ATTPPATTTT 
ilUUriu/iuuuUHuUAAUuUrAU U 


O Q 

oo 


No. 9 


UCCAUUACUGCCGUCUGGCUU 


34 


AAGCTCAGAGCCTGGAAGTCC 


2048-2068 


57% 
(12/21) 


GCUCAGAGCCUGGAAGUCCUU 


35 


No. 10 


GGACUUCCAGGCUCUGAGCUU 


36 


AAGCCGTTCCAGTGCATGGTG 


1424-1444 


57% 
(12/21) 


GCCGUUCCAGUGCAUGGUGUU 


37 


No. 
11 


CACCAUGCACUGGAACGGCUU 


38 



2m<Dv&tzm7*mn\stzmmfrbftzuwm<D— *#rna' (&Tn ^^nsiRNA 

5 No. l~No. lli:J;^) ^TO^atbtlilfeo siRNA No. l~No. ll^ave 

siRNA No. H± N 1B^J#"^1743 £m8©IB?!!j&>£>&3 2*©RNA^ S »5fr£*± B 

siRNA No. 2~No. 11 fc* ^ >f !✓> iJ- — siRNA f£ ®l y h (Silencer™ siRNA 
10 Construction Kits ^>^^->%fcM) $fJi bfc^f >lf h Dig¥t:<J; DMbfco 
>f >bT ^D^¥©^M«lcfflV^^DNAii s ft^Bt^^^A • Wx>^^tC 
'fb^^^^Lfco ^fes (Nat. Genet., 32, 107-108, 2002; ^S^I^tH 
m&m ^2002/0132788^-BM#) t^ts 1B^!J#^39 j3«kmO©iH^I^^> 
^l7^>j7tX77^-f (SEAP) ^^©^^WJ-r^siRNA (WTs 
15 SEAP-siRNA£J;:&) % s siRNAfm^y h ZmmLtzj >bT h D^ld 
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(2) siRNAfc«fcmF5^fc^©fgg|£pf|!j 

-•ni/^^3> (ATCC). s ATCC#-^- : CCL-226) £ i^&fc t)4xl0 5 Mfc&3 £ 
5 6^;]/ • (n-->^^) tllbfeo 1.5 //gCDsiRNA No. 2 N No. 

%s No. 4s No. 5s No. 6j3j;t>*SEAP-siRNA^tL^nfcs Wt&Pi^XUM* V 7 ^ <7 
Y (polyfectRs *T?>%Lm 10 //L£«] tttl^U ^i&T5~10£«$bfc 
^s ^^ai^'tl^Pbfeo 5%C0 2 ^T37°CT»48^>b>^72^'f >Jtjl^— ^> 3 > 
U «fc^tL^n©siRNA^#Abfco 

siRNA(3j:^KLF5»fE-?©^31JXP^J^s OT't^-TRT-PCRt J; tJfit^bfco -i >^r 
^—>3>mTWi, [IUKbfc«fr£>s iMM^^it-fXI^y hCDQIA 
->3.lx^^- (QIAshredders ^rT^>1±M)^ J;t>mNA3»Mffl^r^ hcDRN-f — S?— 
(RNeasys *T^>£t§!0 £ffl^TRNA£#iibfco #gtb£RNA£s 30-50 //LCD 
^ffl?K (^^StKs ^M^^ttM) T-^bs ^fe^^fcckbcDNA^ 
^bfeo ^^^{*s ±fS©RNA?&M (RNA 1.0 jugfr) h s 5x|l©?$2.5 /zL s 
0.1 mol/L yj-Jf^VJ Y— )V (DTT) 2.0 //L N 20 mmol/L dNTP (ny^o-ftist) 
1.0 //Ls 50 //mol/L ^>^A^^T- (SiM^^tl) 2.0 julU 7 7\s7> 
— \ZmUffl7s—^—T— fc? • > (SUPERase-Iik T>tT^->ttM) 1.0 //L&J;^ 
W-^^'J7h (PowerScript) a»4g^fl»9K (^D>^^^%tM) 1.0 //L£^£? 

i.5^F^^ssbfe 0 5 xmm$L&&mm±^y— 77 v 7° bmfewBMKitmvxb 

m&m^i& &m2(Dmn^h,?tifi> 2#©DNA<Hb^-£-£&bs zn^eti-? 
tPXKLni&fc^mmtey*?— yt°^^ N 'j^-xr7^Y-j:tfe 0 dtv 

e>©7°^-f v— ^ffl^fePCRfcck t)s KLF5 cDNAfr^IB3nj##49(m268~1428#BCD 

10xPCR£g®$[2.5 jllU 2.5 mmol/L dNTP (uy*/z.Wk) 2.0 //L N 5 //mol/L 37* 
y- h*77^T-2.0 //Ls 5 //mol/LU^— XT'^j 2.0 //Ls 

(HotStarTaq) DNA^Up<^— If (^T^>1±Ms 5#{£r///L) 0.125 //L s 18S 
rRNAflMftJT^-f C 7 it > ^ mRNA (QuantumRNA) 7 is v Z nSfaUM^s T> 
¥*>ftmi 2 //L v £ltll7ja3.375 //Ls cDNA 1.0 //Lfr£&325 //LCDPCRSifo 
^*TOU 95°CT*15^^ S ^tt94°CT-30#^s D >^53°CT30# 

P^s #SM/fo72°CT-40#F^©KJi&£ 11M 7)ltLX^ 281M^;WDPCR£|l5Sbs 
^©^72°C-ei07>P^^Fbfeo 10XPCR bX^—^ v ^DNAjJn U p<^ — 

-t£fcttJI<Dfc<D^{£fflb;fco R^cD^©0.8%T>tfD— ^wm^KitJ: £ s 
KLF5 mRNAfc^t-^iiilB^dSlbpJ^^mU siRNA£#Ab&frofc^fl&-eeDii 
"te^t)©*i:J:biibfco l*]MliphbTs 18S rRNAfc&3fe-r<5JiiIMtJ (488bp) £ 
MV>fc 0 S lENCTjs-TJ^fcs rr> hn— ;ucDSEAP-siRNA^{mF53tfe^(D^^© 
»#JI£>ft&V^lc:;fctbs KLF5»|£^fc:^J!|6<J&s si RNA No. 2s No. 3 N No. 4 N 
No. 5££tfNo. 6»s KLF5^s^©^£jfpfii!i-r 3 Z h#5tfgT: # fc Q ^T&s 
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siRNANo. S&itfsiRNA No. 4&$ < KLF53tf5-?©|63B*ftlf6iJbfc« 

' KLF53tfe-?{c:^M^^siRNAi:bTx siRNA No. l s No. 4 N No. 7^ No. 8 S No. 9 N 

no. io*5ckOTo. us/awt*' ±mtmmiz\sT, cm/miftmm^cDsmkomx 

RT?--PCRfc«J:SKLP5»te^©^©»p*fSfT^fco ^2EI^^-r<kot:s 3 > h 
D — ;V©SEAP-siRNAT« l&l&F5Mfe^<D$£M<D$#fflffi^ *l& V> <£> fcfcf U KLF5flM5 
?fcftHW^ siRNA No.4 N No. 7 N No. 8 S No. 9 S No. 1043«fcVNo. 11B\ KLF53fi 
fc^©#8^&aif&jr*Efc#teK*e#fco *T*£k siRNANo. 4. siRNANo. 7 S 
siRNANo. 9:fe«fctfsiRNA No. 10fcfc3&< KLF5stfe^©^^«Jbfeo KLF5?fr&?k: 
#£tt^&3fc*j&»*p:foE>1\ siRNANo. lT-&«J#^£,n&fr ofc 0 

H»J2 KLF5*fifc^#MffJ&siRNAfc:J;£, KLF5£ J; DfeWSttfls^tLftaifi^ 

( 1 ) ?DGF-mfc?<Dmi<Dtom 

KLF5it^C#Mfi^^siRNAi:bTs siRNA No. 1 N No. 4, No. 7 S No. 8 S No. 9 S 
No. 10:fcJ;£>*No. ll£C3H/10Tl/2®BJ^\#Abs RT-PCRfcrJ; t) s KLF5fc<fc *)$jkWi& 

H»J1 (2) illBl^tbT. siRNACDC3H/10Tl/2i|fflJ|g-\©^A. cDNACDHM^fr 
ofeo lB3m#-^43:fcJ:tm©I39U*»&fcS 2 ^DNA^b^ffc U ^tL^nPDGF-A 

7°^ T— ^ffiV^fePCR{Ccfct) s PDGF-A cDNA70>M03bp©®TH-#^i|§£ft£o PDGF-A 
fcfe?<R?£$J&:7 * -7- K ^^fT-^J;^ i; -f t-^ s KLF5flH£-?«f 

1(2) ©H.F5»te^<D»^;&rfcl^8fcbTs PDGF-AJt^O^m^^fbfco 
fc£bPCR& N PCRKJ&S*&95^15#|fflfii|#gL J»*tt94°CT?30»l« N T^-»J 
>^53°CT*30#F^ #«SJfo72^TM0^Rfl;fr &fc;5H/i&& 1 U .26^ 

fg 3 Eltl^-r i o fcs 3 > h P— ^OSEAP-siRNAT^iPDGF-AJt-IS^CD^^CD^J 
^H^H&l^fc^tbs KLF5?tfe^Pfci$IMl$& > siRNA No. 4 S No. 7s No. 8 S No. 
9, No. 1043<kOTo. lltt s KLF5t:«tDIE^3&stSi4fls$tiaaife : ?-CfeaPDGF-A»-fe 
^©^S^JPffill-raifc^iftS-C^fco *-e*)s siRNANo. 4 S siRNANo. 7 S 
siRNA No. 9:fe<ktfsiRNA No. < ?m?-kMfc^<D§m~&:Wffl bfco KLF55tfe^ 

fcWmttJ-lt&Zlz&fr-frto&Ts siRNA No. lT&MiJ#^£>ft&fr^fc 0 

( 2 ) SMemb»fi^©38il©mift!l 

KLF5«fe^fc<|^lft&siRNAJ:bTs siRNA No. U No. 4 S No. 7^ No. 8 S No. 9. 
No. 1043«fcVNo. H£C3H/10Tl/2|fflJ^%zgAU RT-PCRfc <fc b s KLF5fc <fc 

^KS^Jl (2) fclqtfifcbT. siRNA©C3H/10Tl/2»^\©#As cDNAOWSiSff 
ofco !B^Jf|-^45j3J;V46<0lB5!l3a*e)feS2*CDDNA%fl3#^U ^tl^frlSMemb 
«f5^#M6<J^7^y- KT 0 -^ ii0tij;^77>f ?-afco £ft£>© 
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y=y^ fcffil^PCRte.ktK SMemb cDNAfr£235bp©®r>t#i#iI®£;ft,3o SMembjt 

fc^mmmte ? Yy^j u a— * r ^ ^ ^— & N KLFsate^n 

(2) ©KLF5»fe^FCD%a#p«ffc|§«t:bTx SMemb3t^FCD»jK*JB^bfco fc£ 
bPCRfi, PCR^ji&^^95 0 CT-15^P^^^s ^tt94°CT"30#P^ 7-- U >^ 
53°CT?30S>IHx #S^J&72°C^40#fig>b>£&3SJi&£ l^^;i/hU 261M 

$ 4 ElfcaVr «fc 5 £s 3 > h D Wl/CDSEAP-siRNA-rttSMemb^fe^cD^CDffiiMAS 
Ji£>ft&^©»rU KLFSatfe^fcftSttfcs siRNA No. 4, No. 7 S No. 8 S No. 9. 
No. lO&cfcTWo. llfcfc N KLFSfc^bte^tStt^^tbSafe^T&SSMembafe^© 
^m^*)«iJ-r^i fc#fltR-C£fco tf-e^K siRNA No. 4, siRNA No. 7 n siRNA 
No. 9:i3J;tFsiRNA No. 10»&< SMemb»fe^©$B^&Wf&lbfco KLF5st^ld#M 
&T-&3fc&frfr;fot>1\ siRNA No. lT&M#^£>ft&a>-=>fco 
( 3 ) KLF5jtfe^ftgtt&siRNAfc <fc £3tfe^283l©tt]f&!l©iHfMtt 

KLF5Afe^{c:#M^^siRNAt <fc £3tfc^©#gg|©#PM#, KLF53l^?j3<kTJ t KLF5 

siRNA^C3H/10Tl/2»^#Abs RT-PCRK:<fc b JftL^^S^ 1 (SRF) 5»fc^©3§3i 
^UttSChfcJ;^ IfcSEbfco SRFpftfeW^f5mtr#<^-r?.^H^ 

KLF5?t<E^fc$£#tl$&siRNA£:bTs siRNA No. l s No. 4 S No. 7 S No. M3«fctFNo. 
lOfcJB^Tx mMMl (2) hlBl^^bTs 8iRNA*C3H/10Tl/2«BHa^#Xbfc^> 
RT-PCRfc £*m.&&6M<DWIfr £fr fee IB^J#-^47:fe<fctM8©I3?!Jfr &3 2 * 
©DNA&<fb^J*U ^ft^*iSRF3tfc^#gl$&:7 *7- K77^f T-jfeJ;^ U ^ 
-7 75^?-}: bfco ^H^©^^ x> — ^fflj^fePCRfc «k SRF cDNAfrfe 
51 9bp© Brtf JfMg £ ft £ „ SRF&fc-^Stt & ~7 0rV— py^-i T—jS&TFV 
^^y-^ KLF5jSfe^SKJ5&7^y— K77>f jSctt^U/'^—^r^-r 
V— ©ffcb ?> fc/awc N H»J1 (2) ©KLF5»fi-?©IB3S»*fhl§I«fcbT N SRF 
3fte-?©SB8l&#Pl!fb;fco fe^bPCRii^ PCR^&&£95°C-C15#IS#*#& N ^ 
tt94°CT'30#^ T~-U>^53°C-e30#P^s #gS^72°CT?40S>H^fe 
Sl^^tU 26^^;i/^J6U ^©^72°CT*10#^^3^T-mv 
S^Sjm.2%T^D-^^;i/-^frofeo 

Sg5Elfcw-r«fc5fc N KLF55t^ld^Ma?J^N siRNA No. U siRNA No. 4 S No. 7^ 
No. 9£<fclMlo. lO^Tfc^Tx n > h D— ;V©SEAP-siRNAi:^t:s SRFjUS^ 
ammcomMififrbfltefr^tzo bfc#oTs KLF5»fc^fcft#ifl<jfcsiRNAt±x 
Sttfcs ^fc^£#:©#gga£^-r3©T-&<s KLFSJft^^^VKLFt: J: t)<E^© 

3 siRNAfc ck £ t h KLF5*HK^©$gMJftJ 
^36001 WSibfcsiRNA No. 4I±, KLF5 cDNA©i£SIE?IJ (IWM 49) 
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© 1303 ~ 1323# S ©IB3HJ ( AAAAGCTCACCTGAGGACTCA ) £ & h b siRNAT & t> s 

C3H/10T1/2«^*V^T^^^CDKLF5^^CD^^^< Jp$lJbfeo 'b^U d CD 
AAAAGCTCACCTGAGGACTCA ©IB?!jfcJu t hKLF5 cDNACD^MB^J (lB^J#-^50) ©1481 
~1501#g£fc#:£-r3;fc#>s siRNA No. 4&T {±T* & < b h ©KLF5jfrfc?CD 
|gl*Mt5ih^^tl§ 0 TO^atUs siRNA No.. 4#t bKLF5JtfE 

t hg^BMMWfrfefflim (HUVEC, A^ft : H^^ s : CC-2517) 

£$j3xl0 6 Mi:&&cfc5fc:6 cm^yS/o. (:□— fcJMbfco 200 pmol© 

siRNA No. 4&«fctFSEAP-siRNA^ft^ftfcs CJ^7i^h?*> 
2000, ^>bfhD^3i>^tM) 10 vl*mtoLXM&V, ^iST20#^£fbfc#s 
^i$#r^>r>atiiDbfeo 5% C0 2 #^ET37 0 CT'24^-f ^ 3 > U 

«fc^ft^ftCDsiRNA£#Abfco 

(2) fcf3«bfc#&£:|5lb#&-^ «^?>RNA^#i8bs RT-PCR££ 

s iJ;t-x77^v-J:it^ HJfS^J l.Tfflv^feiH^lJ#-^4l^J:t^*42^tl-e 
ft©iB^J#>£&£DNA<g:;gV > >fco ^n^©^^ ^— ^ffl^fcPCRfc J; tU fc bKLF5 
cDNAfr £> @5^!J#.-^5 0 © 144 6 ~ 1 60 6# S ©IB#J fcffi ^ £ 1 6 lbp© ®f M" £ *l 3 o 
^fr^©?g$[©0.8%:P:tfD — ^^;i/«m^c®Jt:ct tK KLF5 mRNA£|ii^-r3i§i|i@j^ 
t)(161bp)^^mbs siRNA^^Ab^^ofe^J}&T*©liiliSj^%©M^J:b^bfeo F*J 
ffimmthXs 18S rRNAtfiifc-rSigiliimt) (488bp) £/B^fco HI 6 m^^i 5 

n > h D-;^©SEAP-siRNAT»^mF5^tfe■?©^©PPi!I^M^t^^V^©{c:^bs 
KLF5jtfE^t^M^^' siRNA No. 4& s t h £ l^itoWftJ&«©KLF53t^P©#g 
SWJlt^fco bfc^oTs siRNA No. Ait ^^^(DKLn^fclrltttX-ta < N t 

h ©KLF5^fc^©#§3ifc3t < »J-e t#stig£ tifco 

i2Ifc, ^JS^J lT^*KLF5jt^©^gi£«!JbfcsiRNA No. 2~4:fc<fcT>*7 
~llic:fcl>Ts ISth©*)i:{cbfcT»>^KLF5 cDNA±©21^*<DlB^Jj3J;^iB^i#-# 
49 fc&tf^ ©tefits M^>i'XiB^Jfc*f/i&-r^t hcDNA±©2im*©iB^!ls 
#-^50fc:fcfr£^©teg s Wit ^iB^i* i ^)5'S^©AA^^^feRNA©IH^J^a'riB5^J# 
^t&o siRNA No. 5*5d;t>*6i± s — h^t$©IB?!J£& t {3 bTU3 

fefes hia^J&^&frofco dtte>©t hIB^J£'& tfcbfc-#$i|RNA 

hKLF5it^©^^jpM-r^i:%x.e>n-So siRNA No. 4, 845cfcm0 

its Mj&T&thmm&^^xm&]h±<mKX'$>iOs sirna no. 8^«fcmo{i. 

siRNA No. 4£:|!ftf§£ s ^*KLF5itfe^£}±-£& < fc hKLF53t^©^^WJ-T 
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m2m 



siRNA. 


V^7^ KLF5 cDNA 


• b h KLF5. cDNA 


mm 










No. 2 


AAATTTACCTGCCACTCTGCC 


1156-1176 


AAATTTACCCACCACCCTGCC 


1334-1354 


12 


No. 3 


AAGGAGTAACCCGGATCTGGA 


1216-1236 


AAGGAGTAACCCCGATTTGGA 


1394-1414 


13 


No. 4 


AAAAGCTCACCTGAGGACTCA 


1303-1323 


AAAAGCTCACCTGAGGACTCA 


1481-1501 


4 


No. 7 


AAATGGAGAAGTATCTGACCC 


405-425 


AAATGGAGAAGTATCTGACAC 


583-603 


14 


No. 8 


AAAGTATAGACGAGACAGTGC 


463-483 


AAAGTATAGACGAGACAGTGC 


641-661 


8 


No. 9 


AAACCAGACGGCAGTAATGGA 


874-894 


AAATCAGACAGCAGCAATGGA 


1040-1060 


15 


No. 10 


AAGCTCAGAGCCTGGAAGTCC 


2048-2068 


AAGCTCAGAGCCTGGAAGTCC 


1226-1246 


10 


No. 11 


AAGCCGTTCCAGTGCATGGTG 


1424-1444 


AAGCCCTTCCAGTGCGGGGTG 


1602-1622 


16 



m&M 4 KL?$m&=p(D&M*1tofflT& siRNA tc J: &M^ft&lfflM<DT&fe(Dmm 
KLF5aH5^®IKHS«lft!I-r* siRNA No. 4<D S MWftJ&fflfa<D%B&tett'rzm. ! g^ 

ft (J. Cell Biol., 147, 1073-1084, 1999; Becton, Dickinson and Company, 
Technical Bulletin, 429, 1998) £<fcD8iK;fco 

t (HUVEC S : =X>mM, in D D Sf : CC-2517) 

£$)3xl0 5 {@£:&&cfc-5fc6 cm^-f (3-->^±) fc||tfe 0 siRNA No. 

4i5«fc^3> hD— ;i/©SEAP-siRNA-^^tL200 pmolfclO uMDBmftmAMM (U 

j-^— >a>bfc^ ^Mr^f^^atSllDtfco 5% CO,#£T37°C-£18l$lf9>f 
siRNA#A«§^^, 5 /LLg/mL(D^mmm^mm^m (*;Hj^>AM s |eU 

^iugts ffifr&s mmmmbxio s m/mL^^xo^skm^m^m&m^m (ebm-2 n 

HSfcfc&lfcistSO T-MMbfco jHTS^M-.d^d y ^TOM-f >it— h (24^ 
i^— hffl^TiM X3/zm-f >-tf-— K bd7t;^3>) £24<> :n;i/-fe;v#;v^ — >f 

•©Mr&lOO /zL£ N 24£:c;i/:7V — h{|J{c(±10 ng/mLCDb hVEGF (R7> KD 
i/^TAXttl) *^"T*JfilWrtJfefflliafflJiJil^ife (?V s> h*-y hEGM-2, Hft 
ttXH) 600 uL**h?timiu\stco 

7 (Scion Image, Sciontt*Q &7£mffi&*mM bfeo i§7|21fc^-ri: 
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3> hD — ;i/©SRAP-siRNAfcJt;«fcbTN KLFSjtfe^glft&siRNA No. 4£# 

mti&m 5 KLF5^fe^©3§^£^$iJ-r 3siRNA(ZM > ¥tfX*<DSfsLW%T&.mm%J$k 

KLF5?tfe-?CD^m^WJ-r^siRNA No. 4©^ > tT^T-CDJlil^if^Pl^^^s W 
Tfc^-f <fc-5&T h 'J^;v (Matrigel) ^fflV^feTy-tr-f (Proc. Natl. Acad. Sci. 
USA, 94, 13612-13617, 1997; J. Biol. Chem. , 277, 6667-6675, 2002} 

^■tZo 

h U ^;i/a-n"tl(±s ?h'jmh'Jf^X (BD J^J x.>xm) 0.5 

mL (5 mg*) tcv^^.VEGF CR^> FD->;^AX*± (R&D Systems Inc.) & 
^^D^"#^493-MVD 0.6 /zg N »>^mStt^fi^«ii5ilH^ (bFGF, R7>h'D 
^^rAXtls #*D^##133-FB) 0.6 >agj3«fct>*siRNA No. 4 10 ug*to%.s 
*±t^^r0^i!)il^btiSUco 3>hD-;V^bT, siRNA No. 4 
©<ftfc>Dfc:SEAP-siRNA£ffl^fc T h U IHMbfc^ h U 

Ihvtz-? h 'JW^!)ttlifeo ^DtBbfcx' h 'jy;i/^PBS-e liu^b, 10%* 

^A7;i/rb K-PBS^-e@Sbfeo M^hfz^ h U^;P£5 mmj*fc£y h bT^ 

^-^VT-^-febfeo m&Lfz v h uy;^M-*IH^-?!li^bfco 

^©^^ ^ > h D— ;VOSEAP-siRNA^iDX.fc'x'. h U ^l^fei^ Th'J >f 
flPbfcVEGF&ck^bFGFfcMJfobT^ &m<DlkWft&Mm&M7£\^Ts v h U 
fcSSbTV^CDfclttU siRNA No. 4^iPx.fex' h iJ^Vtli-? h U^F^J^cDJfil 

m nj&mmvmm &tom$tix ^tz 0 htz&^T ^nm^omm^nm-r & siRNA 

^M60d6 KLF5pt^©^^«]ft!l-rSsiRNA©>r > t^T? CDtft®^^ 
KLF5jt^?(©|g3B$ttl®J-ra siRNA No. 4<ZM > If ^T©lfilWlR!»**N 

^-X53iS^©C57BL/6-y'e7XCD : ^*©JSTl3s x"^;W ^M^>«*LL/2 (A 
^ : ^a*Ite#& £*D^#-i§- : 09-1642) £ 1 xl0 6 M&ttbfc o &M2 
H&s ;^-rXJi^^>* s ©^^tl•rv^§C[)^^it^U #>J!?2j£TfcsiRNA No. 4£& 
l^bfeo n> bn-;i/i:bTSEAP-siRNA^^t:**>jiatj^T^bfe 0 siRNA 
No. 4j5d:t>*SEAP-siRNAcDiS#a»x'^XlEfefe^l >ug£50 //Lcd^JEtR (*JfE 
^®7K ^«»3ilt!|cS:^ttiS) ^^bfc%cD^fflV\ fe#^P^(±^8BP^ £ 

U ® 5S#^©iiijn § ^ > h n -;b h Jt$& b o 

5$ (1) (mm 3 ) = {M^g£ (mm) xj®»i|i§(mm) 2 }/ 2 

^©^s ^SlgHd^-r^a fcs ^> hD- ;WDSEAP-siRNA£&#bfcv>y;*T* 
<2>BM#afci\ *&#H$S e fcD*i;&nbT^<CDfc*ru siRNA No.4£&^bfc^£X 

17 ' 
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5 rW&m7 U-^^rX hj 

lB^!J#-^17-siRNA No. 1 

K8l#-518-siRNA No. 1 7>?~k>XM- 
10 lB9tI#-tl9-siRNA No. 2 -fe^i 

IE#J#-#20-siRNA No. 2 

E8I#^21-siRNA No. 3 ±>xm 

IB8J«22-siRNA No. 3 T>3Hz 

13^J#-^23-siRNA No. 4 -fc>*g| 
15 E5lJ#-^24-siRNA No. 4 7>2~te>xm 

iB^lI#-^25-siRNA No.' 5 ±>*M 

IB5!l#^26-siRNA No. 5 7>?~t>xm 

BE5*^27-siRNA No. 6 ±>xm 

lB^J#-^28-siRNA No. 6 T>^-^>MM 
20 lB^J#-^29-siRNA No. 7 

IB3Wf30-siRNA No. 7 T>^-fe>^^ 

lB^J#-^31-siRNA No. 8 ±>xm 

m&m-^rZ 2 - s i RNA No . 8 T > ^ -fe > X II 

lB^J#-§-33-siRNA No. 9 -fc>X^ 
25 13#I#-#34-siRNA No. 9 T>^-fe>X|| 

lB^J#-^35-siRNA No. 10 -t>*m 

MS^J#-^36-siRNA No. 10 T>^>^m 

13^J#-^37-siRNA Np. 11 t>xm 

lS^J#-^-38-siRNA No. 12 7>^-t>xm 
30 iB#J#-if39-siRNA-SEAP -fe>^0 

I2#j#-^40-siRNA-SEAP T>^>^m 

ia^J#-^42-iaF5Jt^#M^ U ^ — 7\ 77^Y- 
I3^J#^43-PDGF-A^fc?#|!|l$:7;a-'7- F77-fY- 
35 ffi^J#-^44-PDGF-A^-i£^#^l& U /t— * 7°^ 

IS^J#^45-SMemb^fc^8^ffj:7 * 7— h* 77-fY- 

lB^J#^47-SRF?t^^^7 y — F 7°^ ^ 
lB2?!J#-t48-SREjtfe^S^ y n-*:?^ 
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i. klf5 mk<Dmfc?zi5~$om&c!)mffl&&Tmwffliimmtft&wffl&&^ 

KLP5at^?©l63B*jqiftJ"raRNAo 

2 . KLF5 mRNA^b h g.fclt'?^ X<DKLn mRNAffe&s W&m 1 £i3*&©RNAo . 
3.. RNA# N KLF5 mh(Dm&?&l5~ZQm&0mm(Dm&&xmMmhfttitol3i 

bfe-*HRNA-efeS s ft&B 1 2 fc|3f$©RNA 0 

4 . RNA#, KLF5 mk&mfcT § 1 5~30^S©IE?iJ & 3 RNJLfe <fc tmiB^J h *g 
Mlft&IB?!Jfr£>&3RNA£ s U if 7 ^ I/t^ h'to^g s 3'$$fcl~6 

M©* FfcttiObfcs >«Kt*^-r«RNAt?*« N - gftSg 1 £fc'fc* 

2 fci3«4©RNAo 

( a) iB^j#^2~i6©v>-rti^ i ^(Dm&]<DM&&zfmm&]}imffift-&mm<DM 

3&»^>*5- *^RNA©^ti^:tt©^©3 , Sfigiz:2~4^i©^ U ^;l/^i;fcy:7 ^ :3-^>3 : - 
5; S>;i/&fcffriQ b - WlRNAo 

(b) IB^J#^2~16©^-f;h,#> 1 o©iB5li^^^SRNAj3«J;^iB^J t*M$&IB 
?U 6 & 3 RNA& 2 ffl© £ U * »^2)-3r 5/ ^ ^ S^;i/K £ 5 ' S$ fc Mt Z> X ^~ 
■9-—^- iJJ^^l/tfb'tO^^ 3'«{32~4 {®© £ 'J *?)V6$L ^ & * Ssfo 

( c ) m&m-^ 2 ~n©^-rn^ 1 ^(owmom^xxmrnm hm^m^wm<Dm 
frbte%-*mmk(D^n?n(D^(DZ'mz 2®©^ u ^;v^£ftijnbfc- ^irna 0 

6 . lt^l~5©V>-rti^l]gfc:|3f^©RNA*^-r§^^^— o 

7 . 1-5 ©^-rftfr 1 ^fcia«©m£fcfcfc»;&® 6 tcfa*©^*-&- 

TZZtlzX (9, ^»^©KLF53t^©^^ffiJgI-r £ 

8 . ft&H 1 ~ 5 ©^"fftfr 1 ^fcfB*©RNA3;fcfcJ:3lt ^cli 6 fcfBfB©^ £ 

mmizmxTz z. tc «t d ^ ^»4«©klf5 t «k d te^Mtt'fb^ nsftfe-?©^ 

9 . KLF5fc£ ^te^MttVb^nS^fe^^Jfll/jNtRa^iimS^AMjt^Sfc 
&¥*tS5 ^ :fr is ^fi^SMembJtfi^T? £ a Sft&£ 8 fc:fB©©^^ 0 

1 0 . 1-5 ©^fftfr 1 ^£fBiB©RNAg;fcy:fjM<IM 6 idfBtg©^^^ — 

1 1. af^l~5©VNTtL^lIl^l3te©RNA*fe{±M5}cJi6fcl3«g©^^^ — 
1 2. lt^l~5©^f i tt^l.Jgfc:f3«g©RNA^fc^m^6fc:l3m©^^^— 

swa^i: ut^rr^ iMt^M« b < itmvftmm&tc&^ffiMo 
i 3 . jfrjfrm^jtt ifimmm^ mwjm^ > * — ^ > ^ a >g&©if $ t &ji> 
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51* 



siRNA siRNA siRNA siRNA siRNA siRNA SEAP- 
&L No. 1 No. 4 No. 7 No. 9 No. 10 siRNA 




<-SRF 
<-18S 
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B 



8/8 



WO 2005/010185 



PCT/JP2004/011223 



SEQUENCE LISTING 



<110> 



Nagai, Ryozo; Manabe, Ichiro; Kyowa Hakko Kogyo Co., Ltd. 



< 1 2 0 > RNAs which inhibit KLF5 gene expression 

<130> 1596 

<150> JP 2003-202863 

<151> 2003-07-29 

<150> JP 2004-075115 

<151> 2004-03-16 

<160> 50 

<170> Patentln version 3.1 

<210> 1 

<211> 19 

<212> RNA. 

<213> Mus musculus 

<220> 

<223> Inventor: Nagai, Ryozo; Manabe, Ichiro; Ishihara, Atsushi; 
Inventor: Tottori, Tsuneaki 



<210> 2 

<211> 19 

<212> RNA 

<213> Mus musculus 

<400> 2 

auuuaccugc cacucugcc 19 



<210> 3 

<211> 19 

<212> RNA 

<213> Mus musculus 



<400> 1 
caugaacguc 



uuccucccu 



19 



<400> 3 
ggaguaaccc 



ggaucugga 



19 



<210> 4 

<211> 19 

<212> RNA 

<213> Mus 



musculus 
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<400> 4 

aagcucaccu gaggacuca 



19 



<210> 5 

<211> 19 

<212> . RNA 

<213> Mus musculus 

<400> 5 

uccccagacc guccaugcc 19 



<210> 6 

<211> 19 

<212> RNA 

<213> Mus musculus 

<400> 6 

cgcugcgccc acccgccug 19 



<210> 7 

<211> 19 

<212> . RNA 

<213> Mus musculus 



<210> 8 

<211> 19 

<212> RNA 

<213> Mus musculus 

<400> 8 

aguauagacg agacagugc 19 



<210> 9 

<211> 19 

<212> RNA 

<213> Mus musculus 



<400> 7 

auggagaagu aucugaccc 



19 



<400> 9 

accagacggc aguaaugga 



19 



<210> 10 
<211> 19 
<212> RNA 
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<213> Mus 



musculus 



<400> 10 
gcucagagcc 



uggaagucc 



19 



<210> 11 

<211> 19 

<212> RNA 

<213> Mus musculus 

<400> 11 

gccguuccag ugcauggug 19 



<210> 12 

<211> 19 

<212> RNA 

<213> Homo sapiens 

<400> 12. 

auuuacccac cacccugcc 19 



<210> 13 

<211> 19 

<212> RNA 

<213> Homo sapiens 



<210> 14 

<211> 19 

<212> RNA 

< 213 > Homo sapiens 

<400> 14 

auggagaagu aucugacac 19 



<210> 15 

<211> 19 

<212> RNA 

<213> Homo sapiens 



<400> 13 

ggaguaaccc cgauuugga 



19 



<400> 15 

aucagacagc agcaaugga 



19 



<210> 16 
<211> 19 
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<212> 
<213> 


RNA 

Homo sapiens 




<400> 16 

gcccuuocag ugcggggug . 


19 


<210> 
<211> 
<2l2> 
<213> 


17 
21 
RNA 

Artificial 




<220> 
<223> 


siRNA No. 1 sense strand 




<220> 
<221> 
<222> 
<223> 


misc feature 
(20). .(21) 
DNA 




<400> 17 

caugaacguc uuccuccciit t 


•21 


<210> 
<211> 
<212> 
<213> 


18 
21 
RNA 

Artificial 




<220> 
<223> 


siRNA No. 1 antisense strand 




<220> 
<221> 
<222> 
<223> 


misc feature 
(20). .(21) 
DNA 




<400> 18 

agggaggaag acguucaugt t 


21 


<210> 
<211> 
<212> 
<213> 


19 
21 
RNA 

Artificial 


* 


<220> 
<223> 


siRNA No. 2 sense strand 




<400> 


19 





auuuaccugc cacucugccu u 21 
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<210> 20 • 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 2 antisense strand 
<400> 20 

ggcagagugg cagguaaauu u 



<210> 21 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 3 sense strand 

<400> 21 

ggaguaaccc ggaucuggau u 



<210> 22 ■ 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA #3 antisense strand 

<400> 22 

uccagauccg gguuacuccu u 



<210> 23 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 4 sense strand 

<400> 23 

aagcucaccu gaggacucau u 

<210> 24 

<211> 21 

<212> RNA 

<213> Artificial 
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21 



21 



21 



21 
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<220> 

<223> siRNA No. 4 antisense strand 
<400> 24 

ugaguccuca ggugagcuuu u 



<210> 25 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 5 sense strand 

<400> 25 

uccccagacc guccaugccu u 



<210> 26 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No.' 5 antisense strand 

<400> 26 

ggcauggacg gucugggggu u 



<210> 27 

<211> 21 

<212> RNA. 

<213> Artificial 

<220> 

<223> siRNA No. 6 sense strand 

<400> 27 

cgcugcgccc acccgccugu u 



<210> 28 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 6 antisense strand 

<400> 28 

caggcgggug ggcgcagcgu u 
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<210> 29- 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> si RNA No. 7 sense strand 

<400> 29 

auggagaagu aucugacccu u 21 



<210> 30 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 7 antisense strand 

<400> 30 

gggucagaua cuucuccauu u 21 



<210> 31 

<2li> 21 

<212> RNA 

<213> Artificial' 



<220> 

<223> siRNA No. 8 sense strand 
<400> 31 

aguauagacg agacagugcu u .21 



<210> 32 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 8 antisense strand 

<400> 32 

gcacugucuc gucuauacuu u 21 



<210> 33 
<211> 21 
<212> RNA 
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<213> Artificial 
<220> 

< 2 2 3 > siRNA No. 9 sense strand 
<400> .33 

accagacggc aguaauggau u 



<210> 34 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No.- 9 antisense strand 

<400> 34 

uccauuacug ccgucuggcu u 



<210> 35 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 10 sense strand 

<400> 35 

gcucagagcc uggaaguccu u 



<210> 36 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 10 antisense strand ■ 

<400> 36 

ggacuuccag gcucugagcu u 



<210> 37 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 11 sense strand 
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21 



21 
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<400> 37 

gccguuccag ugcauggugu u 



21 



<210> 38 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> siRNA No. 11 antisense strand ' 

<400> 38 

caccaugcac uggaacggcu u 21 



<210> 39 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> SEAP-siRNA sense strand 



<210> 40 

<211> 21 

<212> RNA 

<213> Artificial 

<220> 

<223> SEAP-siRNA antisense strand 

<400> 40 

auggucugga aguugcccuu u 21 



<210> 41 

<211> 20 

<212> DNA 

<213> Artificial 

<220> 

<223> KLF5 gene specific forward primer 



<400> 39 

agggcaacuu ccagaccauu u 



21 



<400> 41 

ggttgcacaa aagtttatac 



20 



<210> 42 
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<211> 22 

<212> DNA 

<213> Artificial 

<220> 

<223> KLF5 gene specific riverse primer 

<400> 42 

ggcttggcgc ccgtgtgctt cc 22 



<210> 43 

<211> 22 

<212> DNA 

<213> Artificial 

<220> 

<223> PDGF-A gene specific forward primer 



<210> 44 

<211> 22 

<212> DNA 

<213> Artificial 

<220> 

<223> PDGF-A gene specific riverse primer 

<400> 44 

ttcaggttgg aggtcgcaca tg 22 



<210> 45 

<211> 25 

<212> DNA 

<213> Artificial 

<220> 

<223> SMemb gene specific forward primer 



<210> 46 

<211> 25 

<212> DNA 

<213> Artificial 

<220> 



<400> 43 

ctccagcgac tcttggagat ag 



22 



' <400> 45 
aatgcccgcc agcagctgga gcgac 



25 
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<400> 46 

gctccttata ctgatccgca tgccg 25 



<210> 47 

<211> 25 

<212> DNA 

<213> Artificial 

<220> 

<223> SRF gene specific forward primer 

<400> 47 

tggcaccagt gtctgctact gtcag 25 



<210> 48 

<211> 25 

<212> DNA 

<213> Artificial 

<220> 

<223> SRF gene specific riverse primer 

<400> 48 

gctgccctat cacagccatc tggtg 25 



<210> 49 

<211> 1591 

<212> DNA 

<213> Mus musculus 

<220> 

<221> CDS 

<222> (167). .(1507) 
<223> 

<400> 49 

ccgagcccag gagccccgat ctccgtgccc gccttcgtga gcgtctggct gccggcccag 60 

gggtcccccg ccgcggcccc ccgccgagtc cgccgtcccg tgccagcccg agcgaggtgg 120 

gatcgcgatc gctccgtgtc .ccgctcccgt aatccccaga ccgtcc atg ccc acg 175 

Met Pro Thr 
1 

egg gtg ctg acc atg age gec cgc ctg gga cca ctg ccc cag ccg ccg 223 
Arg Val Leu Thr Met Ser Ala Arg Leu Gly Pro Leu Pro Gin Pro Pro 
5 10 15 
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gcc gcg cag gcc gag ccc gtg ttc gcg.cag etc aag ccg gtg ctg ggc 271 
Ala Ala Gin Ala Glu Pro Val Phe Ala Gin Leu Lys Pro Val Leu Gly 
20 25 30. t . 35 

get gcg aac ccg gcc cgc gac gcg gcg etc ttc tec gga gac gat ctg 319 
Ala Ala Asn Pro Ala Arg Asp Ala Ala Leu Phe Ser Gly Asp Asp Leu 
40 45 50 

aaa cac gcg cac cac cac ccg cct gcg ccg ccg cca gcc get ggc ccg 367 
Lys His Ala His His His Pro Pro Ala Pro Pro Pro Ala Ala Gly Pro 
55 60 65 

cga ctg ccc teg gag gag ctg gtc cag aca aga tgt gaa atg gag aag 415 
Arg Leu Pro Ser Glu Glu Leu Val Gin Thr Arg Cys Glu Met Glu Lys 
70 75 80 

tat ctg ace cct cag etc cct cca gtt ccg ata att tea gag cat aaa 463 
Tyr Leu Thr Pro Gin Leu Pro Pro Val Pro He lie Ser Glu His Lys 
85 . 90 95 

aag tat aga cga gac agt gcc tea gtg gta gac cag ttc ttc act gac 511 
Lys Tyr Arg Arg Asp Ser Ala Ser Val Val Asp Gin Phe Phe Thr Asp 
100 105 110 115 

act gaa ggc ata cct tac age ate aac atg aac gtc ttc etc cct gac 559 
Thr Glu Gly He Pro Tyr Ser He Asn Met Asn Val Phe Leu Pro Asp 
120 125 . 130 

ate act cac ctg aga act ggc etc tac aaa tec cag aga cca tgc gta 607 
lie Thr His Leu Arg Thr Gly Leu Tyr Lys Ser Gin Arg Pro Cys Val 
135 140 145 

aca cag ate aag aca gaa cct gtt acc att ttc age cac cag age gag 655 
Thr Gin He Lys Thr Glu Pro Val Thr lie Phe Ser His Gin Ser Glu 
150 155 160 

teg acg gcc cct cct cct cct ccg gcc ccc acc cag get etc ccc gag 703 
Ser Thr Ala Pro Pro Pro Pro Pro Ala Pro Thr Gin Ala Leu Pro Glu 
165 170 175 

ttc act agt ate ttc age tec cac cag acc aca gcg cca cca cag gag 751 
Phe Thr Ser He Phe Ser Ser His Gin Thr Thr Ala Pro Pro Gin Glu 
180 185 190 195 

gtg aac aat ate ttc ate aaa caa gaa ctt cct ata cca gat ctt cat 799 
Val Asn Asn He Phe lie Lys Gin Glu Leu Pro He Pro Asp Leu His 
200 205 210 

etc tct gtc cct tec cag cag ggc cac ctg tac cag ctg ttg aat aca 847 
Leu Ser Val Pro Ser Gin Gin Gly His Leu Tyr Gin Leu Leu Asn Thr 
215 220 ' 225 

ccg gat eta gac atg ccc agt teg aca aac cag acg gca gta atg gac 895 
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Pro Asp Leu Asp Met Pro Ser Ser Thr Asn Gin Thr Ala Val Met Asp 

230 235 • 240 

acc ctt aat gtt tct atg gca ggc ctt aac cca cac ccc tct get gtt 943 

Thr Leu Asn Val Ser Met Ala Gly Leu Asn Pro His Pro Ser Ala Val 

245 250 255 

cca cag acg tea atg aa'a cag ttc cag ggc atg ccc cct tgc acg tac 991 

Pro Gin Thr Ser Met Lys Gin Phe Gin Gly Met Pro Pro Cys Thr Tyr 

260 265 270 . 275 

acc atg cca agt cag ttt ctt cca cag cag gec act tat ttt ccc ccg 1039 

Thr Met Pro Ser Gin Phe Leu Pro Gin Gin Ala Thr Tyr Phe Pro Pro 

280 285 290 

tea cca cca age tea gag cct gga agt ccc gat aga caa get gag atg 1087 

Ser Pro Pro Ser Ser Glu Pro Gly Ser Pro Asp Arg Gin Ala Glii Met 

295 300 305 

ctg cag aat etc acc cca cct ccg tec tat gec get aca att get tec 1135 

Leu Gin Asn Leu Thr Pro Pro Pro Ser Tyr Ala Ala Thr He Ala Ser 

310 315 320 

aaa ctg gcg att cac aac cca aat tta cct gec act ctg cca gtt aat 1183 

Lys Leu Ala He His Asn Pro Asn Leu Pro Ala Thr Leu Pro Val Asn 

325 . 330 335 

teg cca act etc cca cct gtc aga tac aac aga agg agt aac ccg gat 1231 

Ser Pro. Thr Leu Pro Pro Val Arg Tyr Asn Arg Arg Ser Asn Pro Asp 

340 345 350 355 

ctg gag aag cga cgt ate cac ttc tgc gat tat aat ggt tgc aca aaa ' 1279 

Leu Glu Lys Arg Arg He His Phe Cys Asp Tyr Asn Gly Cys Thr Lys 

360 365 370 

gtt tat aca aag teg tct cac tta aaa get cac ctg agg act cat acg 1327 

Val Tyr Thr Lys Ser Ser His Leu Lys Ala His Leu Arg Thr His Thr 

375 380 385 

ggc gag aag ccc tac aag tgc acc tgg gag ggc tgc gac tgg agg ttt 1375 

Gly Glu Lys Pro Tyr Lys Cys Thr Trp Glu Gly Cys Asp Trp Arg Phe 

390 395 400 

gec egg teg gat gag ctg acc cgc cac tac agg aag cac acg ggc gec 1423 

Ala Arg Ser Asp Glu Leu Thr Arg His Tyr Arg Lys His Thr Gly Ala 

405 410 415 

aag ccg ttc cag tgc atg gtg tgc caa cgc age ttc tec cgc tec gac 1471 

Lys Pro Phe Gin Cys Met Val Cys Gin Arg Ser Phe Ser Arg Ser Asp 

420 425 430 ~ 435 

cac etc gcg ctg cac atg aag cgc cac cag aac tga gegagegaac 1517 

His Leu Ala Leu His Met Lys Arg His Gin Asn 
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440 .445 
gctgcgccca cccgcctgac gccttgcagt ccgctttgcc atcctt'taaa ccgcagacct 1577 
aacttcataa aaag ■ . 1591 



<210> 50 

<211> 3359 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> CDS 

<222> (312). . (1685) 
<400> 50 

ggtacgtgcg ctcgcggttc tctcgcggag gtcggcggtg gcgggagcgg gctccggaga 60 

gcctgagagc acggtggggc ggggcgggag aaagtggccg cccggaggac gttggcgttt 120 

acgtgtggaa gagcggaaga gttttgcttt tcgtgcgcgc cttcgaaaac tgcctgccgc 180 

tgtctgagga gtccacccga aacctcccct cctccgccgg cagccccgcg ctgagctcgc 240 

cgacccaagc cagcgtgggc gaggtgggaa gtgcgcccga cccgcgcctg gagctgcgcc 300 

cccgagtgcc c atg get aca agg gtg ctg age atg age gee cgc ctg gga 350 
Met Ala Thr Arg Val Leu Ser Met Ser Ala Arg Leu Gly 
15 10 

ccc gtg ccc cag ccg ccg gcg ccg cag gac gag ccg gtg ttc gcg cag 398 
Pro Val Pro Gin Pro Pro Ala Pro Gin Asp Glu Pro Val Phe Ala Gin 
15 20 25 

etc aag ccg gtg ctg ggc gec gcg aat ccg gec cgc gac gcg gcg etc 446 
Leu Lys Pro Val Leu Gly Ala Ala Asn Pro Ala Arg Asp Ala Ala Leu 
30 35 40 45 

ttc ccc ggc gag gag ctg aag cac gcg cac cac cgc ccg cag gcg cag 494 
Phe Pro Gly Glu Glu Leu Lys His Ala His His Arg Pro Gin Ala Gin 
50 55 60 

ccc gcg ccc gcg cag gee ccg cag ccg gee cag ccg ccc gee acc ggc 542 
Pro Ala Pro Ala Gin Ala Pro Gin Pro Ala Gin Pro Pro Ala Thr Gly 
65 70 75 

ccg egg ctg cct cca gag gac ctg gtc cag aca aga tgt gaa atg gag 590 
Pro Arg Leu Pro Pro Glu Asp Leu Val Gin Thr Arg Cys Glu Met -Glu 
80 85 90 

aag tat ctg aca cct cag ctt cct cca gtt cct ata att cca gag cat 638 
Lys Tyr Leu Thr Pro Gin Leu Pro Pro Val Pro He He Pro Glu His 
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95 100 105 

aaa aag tat aga cga gac agt gcc tea gtc gta gac cag ttc ttc act 686 

Lys Lys Tyr Arg Arg Asp Ser Ala Ser Val Val Asp Gin Phe Phe Thr 

110 115 120 125 

gac act gaa ggg tta cct tac agt ate aac atg aac gtc ttc etc cct 734 

Asp Thr Glu Gly Leu Pro Tyr Ser lie Asn Met Asn Val Phe Leu Pro 

130 135 140 



gac ate act cac ctg aga act ggc etc tac aaa tec cag aga ccg tgc 
Asp He Thr His Leu Arg Thr Gly Leu Tyr Lys Ser Gin Arg Pro Cys 
145 150 155 



782 



gta aca cac ate aag aca gaa cct gtt gcc att ttc age cac cag agt 

Val Thr His lie Lys Thr Glu Pro Val Ala He Phe Ser His Gin Ser 
160 165 170 

gaa acg act gcc cct cct ccg gcc ccg ace cag gcc etc cct gag ttc 

Glu Thr Thr Ala Pro Pro Pro Ala Pro Thr Gin Ala Leu Pro Glu Phe 
175 180 185 



830 



878 



ace. agt ata ttc age tea cac cag ace gca get cca gag gtg aac aat 
Thr Ser He Phe Ser Ser His Gin Thr Ala Ala Pro Glu Val Asn Asn 
190 195 200 205 



926 



att ttc ate aaa caa gaa ctt cct aca cca gat ctt cat ctt tct gtc 974 
He Phe lie Lys Gin Glu Leu Pro Thr Pro Asp Leu His Leu Ser Val 
210 215 • 220 

cct acc cag cag ggc cac ctg tac cag eta ctg aat aca ccg gat eta 1022 
Pro Thr Gin Gin Gly His Leu Tyr Gin Leu Leu Asn Thr Pro Asp Leu 
225 230 235 



gat atg ccc agt tct aca aat cag aca gca gca atg gac act ctt aat 107.0 
Asp Met Pro Ser Ser Thr Asn Gin Thr Ala Ala Met Asp Thr. Leu Asn 
240 245 250 

gtt tct atg tea get gcc atg gca ggc ctt aac aca cac acc tct get 1118 
Val Ser Met Ser Ala Ala Met Ala Gly Leu Asn Thr His Thr Ser Ala 
255 260 265 

gtt ccg cag act gca gtg aaa caa ttc cag ggc atg ccc cct tgc aca 1166 
Val Pro Gin Thr Ala Val Lys Gin Phe Gin Gly Met Pro Pro Cys Thr 
270 275 280 285 

tac aca atg cca agt cag ttt ctt cca caa cag gcc act tac ttt ccc 1214 
Tyr Thr Met Pro Ser Gin Phe Leu Pro Gin Gin Ala Thr Tyr Phe Pro 
290 295 300 

ccg tea cca cca age tea gag cct gga agt cca gat aga caa gca gag 1262 
Pro Ser Pro Pro Ser Ser Glu Pro Gly Ser Pro Asp Arg Gin Ala Glu 
305 310 315 
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atg etc cag aat tta acc cca cct cca tec tat get get aca att get 1310 
Met Leu Gin Asn Leu Thr Pro Pro Pro Ser Tyr Ala Ala Thr He Ala 
320 325 330 

tct aaa ctg gca att cac aat cca aat tta ccc acc acc ctg cca gtt 1358 
Ser Lys Leu Ala lie His Asn Pro Asn Leu Pro Thr Thr Leu Pro Val 
335 340 345 

aac tea caa aac ate caa cct- gtc aga tac aat aga agg agt aac ccc 1406 
Asn Ser Gin Asn He Gin Pro Val Arg Tyr Asn Arg Arg Ser Asn Pro 
350 . 355 360 365 

gat ttg gag aaa cga cgc ate cac tac tgc gat tac cct ggt tgc aca 1454 
Asp Leu Glu Lys Arg Arg lie His Tyr Cys Asp Tyr Pro Gly Cys Thr 
370 375 380 

aaa gtt tat acc aag tct tct cat tta aaa get cac ctg agg act cac 1502 
Lys Val Tyr Thr Lys Ser Ser His Leu Lys Ala His Leu Arg Thr His 
385 390 395 

act ggt gaa aag cca tac aag tgt acc tgg gaa ggc tgc gac tgg agg 1550 
Thr Gly Glu Lys Pro Tyr Lys Cys Thr Trp Glu Gly Cys Asp Trp Arg 
400 405 410 

ttc gcg cga teg gat gag ctg acc cgc cac tac egg aag cac aca ggc 1698 
Phe Ala Arg Ser Asp Glu Leu Thr Arg His Tyr Arg Lys His Thr Gly 
415 420 425 

gee aag ccc ttc cag tgc ggg gtg tgc aac cgc age ttc teg cgc tct 1646 
Ala Lys Pro Phe Gin Cys Gly Val Cys Asn Arg Ser Phe Ser Arg Ser 
430 435 440 445 

gac cac ctg gee ctg cat atg aag agg cac cag aac tga gcactgcccg 1695 
Asp His Leu Ala Leu His Met Lys Arg His Gin Asn 
450 455 

tgtgacccgt tccaggtccc ctgggctccc tcaaatgaca gacctaacta ttcctgtgta 1755 

aaaacaacaa aaacaaaaaa aaaacaagaa aaccacaact aaaactggaa atgtatattt 1815 

tgtatatttg agaaaacagg gaatacattg tattaatacc aaagtgtttg gtcattttaa 1875 

gaatctggaa tgcttgctgt aatgtatatg gctttactca agcagatctc atctcatctc 1935 

atgacaggca gccagtctca acatgggtaa ggggtggggg tgaaggggag tgtgtgcagc 1995 

gtttttacct aggcaccatc atttaatgtg acagtgttca gtaaacaaat cagttggcag 2055 

gcaccagaag aagaatggat tgtatgtcaa gattttactt ggcattgagt agtttttttc 2115 

aatagtaggt aattccttag agatacagta tacctggcaa ttcacaaata gecattgaac 2175 
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aaatgtgtgg gtttttaaaa attatataca tatatgagtt gcctatattt gctattcaaa 2235 

attttgtaaa tatgcaaatc agctttatag gtttattaca agttttttag gattcttttg 2295 

gggaagagtc ataattcttt tgaaaataac catgaataca cttacagtta ggatttgtgg 2355 

taaggtacct ctcaacatta ccaaaatcat ttctttagag ggaaggaata atcattcaaa 2415 

tgaactttaa aaaagcaaat ttcatgcact gattaaaata ggattatttt aaatacaaaa 2475 

ggcattttat atgaattata aactgaagag cttaaagata gttacaaaat acaaaagttc 2535 

aacctcttac aataagctaa acgcaatgtc atttttaaaa agaaggactt aggggtcgtt 2595 

ttcacatatg acaatgttgc atttatgatg cagttttcaa gtaccaaaac gttgaattga 2655 

tgatgcagtt ttcatatatc gagatgttcg ctcgtgcagt actgttggtt aaatgacaat 2715 

ttatgtggat tttgcatgta atacacagtg agacacagta attttatcta aattacagtg 2775 

cagtttagtt aatctattaa tactgactca gtgtctgcct ttaaatataa atgatatgtt 2835 

gaaaacttaa ggaagcaaat gctacatata tgcaatataa aatagtaatg tgatgctgat 2895 

gctgttaacc aaaggg.caga ataaataagc aaaatgccaa aaggggtctt. aattgaaatg 2955 

aaaatttaat tttgttttta aaatattgtt tatctttatt tattttgtgg taatatagta 3015 

agttttttta gaagacaatt ttcataactt gataaattat agttttgttt gttagaaaag 3075 

ttgctcttaa aagatgtaaa tagatgacaa acgatgtaaa taattttgta agaggcttca 3135 

aaatgtttat acgtggaaac acacctacat gaaaagcaga aatcggttgc tgttttgctt 3195 

ctttttccct cttatttttg tattgtggtc atttcctatg caaataatgg agcaaacagc 3255 

tgtatagttg tagaattttt tgagagaatg agatgtttat atattaacga caattttttt 3315 
tttggaaaat aaaaagtgcc taaaagaaaa aaaaaaaaaa aaaa . 3359 
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